Immunoblot analyses of NMuMG-ErbB2 and NIC breast cancer cell populations were performed to assess expression of LPP, ErbB2, an epithelial marker (E-cadherin) and mesenchymal markers (Snail, Vimentin, Fibronectin and α-SMA) following TGFβ stimulation. TGFβ was refreshed after 48 hours. α-Tubulin was used as a loading control. (c, d) NMuMG-ErbB2 and NIC cell populations were subjected to proliferation assays in the presence or absence of TGFβ. (e, f) NMuMG-ErbB2 and NIC cell populations harboring an LPP knockdown were assessed for Smad2 phosphorylation and total Smad2 levels following 30 minutes of TGFβ-stimulation. α-Tubulin was used as a loading control.
Supplementary Figure 3.
Immunohistochemical staining of LPP and ErbB2 in lung metastases. NMuMG-ErbB2 cells harboring stable LPP-targeting (LPP-shRNA) or LucA control shRNAs (LucA-shRNA) were injected into the mammary fat pads of mice. Lungs were collected at necropsy and stained for the expression of ErbB2 and LPP within the lung metastatic lesions. An area containing smooth muscle, taken from the same section, shows strong endogenous LPP staining (red box) and serves as a positive control for the IHC staining. The arrows indicate regions within the low magnification images that are shown in the insets. The scale bar within the low magnification images represents 2 mm and applies to all images. The scale bar within the inset represents 20μm and applies to all inset images. Cohorts of mice were administered oral dox or vehicle in the drinking water during the course of the experiment. Tumor growth was monitored by weekly caliper measurements. (b) NMuMG-ErbB2 cells expressing a dox-inducible shRNA against LPP were pretreated in the presence (+dox: LPP knockdown) or absence (-dox: LPP proficient) of dox prior to injection into the tail veins of mice. Cohorts of mice were treated with (+dox) or without (-dox) oral doxycycline in the drinking water, which began 1 week prior to injection and continued throughout the duration of the experiment. Mice were sacrificed 9 weeks later and lung tissue collected at necropsy. The number of metastatic lesion was analyzed and the average number of lesions over 4 sections for each animal is shown (P = 0.05). (c) The area of metastatic lesions over total lung tissue area was quantified from dox-treated (LPP knockdown) (n = 10) and non-treated (LPP proficient) (n = 10) animals (P = 0.04). 
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